Summary
entry among different cells. Nevertheless, SOCs display some common features including a relatively slow rate We report here that PLC-␥ isoforms are required for of activation after store emptying (tens of seconds) and agonist-induced Ca 2؉ entry (ACE) original Drosophila TRP channels) exhibit direct relationReceptor-mediated PLC activation occurs through disships with the products of PLC activation. Thus, InsP 3 Rs tinct coupling mechanisms: G protein-coupled recepin their bound state are reported to interact with and tors (GPCRs) activate PLC-␤, whereas tyrosine kinase activate TRPC3 channels (Kiselyov et al., 1998 (Kiselyov et al., , 1999 Figure 1D ) and is similar to the increment been shown to mediate lipase-independent functions observed in Ca 2ϩ entry initiated by passive pool depleranging from activation of mitogenic signaling (Smith tion with TG ( Figure 1B were grown under the conditions described above, scraped, lysed at 4ЊC in lysis buffer (1% Triton X-100, 20 mM HEPES-NaOH [pH Experimental Procedures 7.2], 100 mM NaCl, 1 mM sodium orthovanadate, 50 mM NaF, 1 mM PMSF, 1 mM aprotinin, 1 mM leupeptin), and sonicated to disrupt Culture of Cells membranes. Bicinchoninic protein assays were performed on samStably transfected rat PC-12 cells were cultured in DMEM (Life ples and run on 4%-12% SDS-PAGE gels in 50 g amounts. Western Technologies) supplemented with 10% horse serum and 5% fetal analysis was performed using a 1:1000 dilution of anti-actin antibovine serum (FBS) and 3 g/ml doxycycline, penicillin, streptomybody, 1:1000 dilution of anti-PLC-␥1, and 1:500 dilution of PLC-␥2 cin, and 1 g/ml G418 as described previously ( The Matchmaker3 yeast two-hybrid system from Clontech was emreceptor in pCDNA3, rat PLC-␥2 or LIM-␥2 mutant in pApuro2, and/ ployed. AH109 ␤-gal yeast was used. PLC-␥1 fragments were cloned or EYFP in pCDNA3) were added to 0.5 ml transfection cuvettes into pGADT7 (␤-gal acceptor domain) vector, while TRPC3/4 fragwith an electrode gap of 0.4 cm followed by the addition of 0.5 ml ments were cloned into PGBKT7 (␤-gal binding domain) vector. of the cells in OptiMEM (10 7 cells/ml). After thorough mixing of the Expression of these fragments was determined by Western blotting cells and DNA, transfection was carried out using the Gene Pulser using antibodies from Clontech, corresponding to the expression II Electroporation system (Bio-Rad) at 350mV, 960 microfarads, and vector. Positive clones grew on minimal SD agar (Clontech) lacking infinite resistance. The cells were recovered in OptiMEM (no serum adenine, histidine, leucine, and tryptophan and had ␤-gal activity. added) for 6 hr, resuspended in OptiMEM with 10% fetal bovine serum overnight, applied to coverslips, and allowed to attach for Coimmunoprecipitation 1.5 hr before Ca 2ϩ measurements were undertaken. HEK-293 T3-65 cells were transfected with PLC-␥1. Cells were solubilized in 1ϫ PBS containing 1% triton-X100 and 1 unit of protease RNAi for PLC-␥1 and PLC-␥2 inhibitor cocktail (Sigma). 350 g of cell homogenate was incubated siRNA duplexes were prepared in annealing buffer (0.1 M K-acetate, with 3 g of the appropriate antibody rocking overnight at 4ЊC. 25 30 mM HEPES-KOH [pH 7.2], 2 mM Mg-acetate). Briefly, 100 nM l bed volume of protein AϩG beads (Calbiochem) was added to sense primers (AAA CAA CCG GCT CTT CGT CdTdT for PLC-␥1; the homogenates for 1 hr at 4ЊC. Beads were washed three times AAU CCU GAC UUC CGG GAA AdTdT for PLC-␥2) and correspondwith homogenizing buffer for 5 min at room temperature, and SDSing antisense primers were mixed in 50 l water with 5 l of 10ϫ PAGE and Western analysis were performed. annealing buffer. The mixture was heated to 95ЊC for 5 min and then allowed to cool to 25ЊC in 1ЊC/min intervals. Figures  1C, 1D, and 1F , each representative trace is the mean of 50 individual was from Santa Cruz (Santa Cruz, CA).
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